. Cep164 localization during the cell cycle. (A) RPE1 cells were fixed and stained with anti-Cep164-M, anti--tubulin (red), and for DNA (blue). Centrosomes of representative cells in G 1 (arrowheads) and mitosis (arrows) are indicated. (B) Quantification of A. Box-and-whisker plots show the relative Cep164 signal intensity at the centrosome (100 cells were scored per cell cycle phase). (C) RPE1 cells were fixed and stained for Cep164 (green; Cep164-antibody, Graser et al., 2007) , -tubulin (red), and DNA (blue). Centrosomes of representative cells in G 1 (arrowheads), S-G 2 and mitosis (arrows) are indicated. (D) Quantification of C, as described in B. (E) Stably LAP-Cep164 (green) expressing RPE1 cells were fixed and stained for -tubulin (red) and DNA (blue). Centrosomes of representative cells in G1 (arrowheads) and mitosis (arrows) are indicated. (F) Quantification of E, as described in B. A.U., arbitrary units. Figure S3 . The subdistal appendage proteins ODF2 and centriolin and the distal appendage protein Cep123 localize to the M-centriole independently of Cep164. (A) RPE1 cells were control depleted or depleted for Cep164 for 24 h with serum followed by 48 h without serum. Cells were fixed and stained for Cep164 (green), -tubulin (red), and DNA (blue). Figure S5 . Overexpression of Rab8a or constitutively active Rab8a can compensate for cilia loss due to a decreased Cep164 protein level. (A) Western blot analysis of cells treated as in Fig. 9 A. Proteins were detected with the indicated antibodies. GDPlocked GFP-Rab8a-T22N was expressed at lower levels compared with wild-type or GTP-locked GFP-Rab8a most likely due to toxicity. (B and C) Graphs show raw data of the measurements of Cep164 signal intensities for control (B) or Cep164-depleted (C) RPE1 cells treated as in Fig. 9 A. Each dot represents the Cep164 signal intensity per centrosome for one cell overexpressing the indicated GFP construct. Red dots represent ciliated cells, and black dots represent unciliated cells. The mean signal intensity in B was calculated from all signal intensities of control depleted cells. The yellow area in C represents Cep164 signal intensities from Cep164-depleted cells that are reduced to 10-60% of the mean signal intensity measured for control depleted cells in B. This level of reduction is called "medium depletion". The purple area in C contains Cep164 signal intensities from Cep164-depleted cells reduced to 0-10% of the mean signal intensity in control depleted cells and is called "strong depletion". No significant difference in the Cep164 knockdown efficiencies between the cell lines (C) was detected by Student's t test, confirming the populations to be equal regarding Cep164 protein levels left at the centrosome.  2 test confirmed the increase in the percentage of ciliated cells after Cep164 depletion and overexpression of GFP-Rab8a or GFP-Rab8a-Q67L to be significant as indicated. Data shown in B and C are from a single representative experiment out of three repeats. For the experiment shown in B, 88-140 cells were analyzed per cell line. For the experiment shown in C, 43-120 cells were analyzed per cell line. A.U., arbitrary units.
